rope was a Norwegian sailor infected with a group O virus.ll Infections with HIV-1 isolates from group O present a public health problem because antibodies against them might not be detected. Indeed, several reports indicated that selected commercial assays failed to detect or only weakly detected group O sera.12,13 Since the publication of these observations, screening tests have been adapted to detect antibodies against these divergent strains, either by using broadly cross-reactive gp41 group M peptides or by including specific group O peptides from this region. However, identification and monitoring of HW variants are essential for maintaining the sensitivity of current screening assays. We report here on the genetic characterization of the immunodominant region from gp41 for 13 new HW-1 group O samples from 6 different African countries.
Patients were identified as being infected with an HN-1 group O virus, using a specific serological testing algorithm as previously described? Briefly, sera were tested by enzymelinked immunosorbent assay (ELISA), using a combination of V3 peptides f r o m m -7 0 and MW-5180, and all reactive samples were retested in a line immunoassay based on V3 peptides from different M and O strains (consensus M, M-Mal, O-ANT-70, O-VI686, and O-MVP5180; Research Products, Innogenetics, Ghent, Belgium). Among the 13 samples that were further studied genetically, 7 were from Cameroon (95CA-95CA-MP95B, 95CA-MP448, and 95CA-M€' 450), 2 were from Gabon (95GA-189 and 95GA-533), and the others were from Chad (95TD-320), Nigeria (96NG-KGT008), Senegal (95SN-MP33 1). and Niger (95NE-772P94). For five samples DNA was extracted from primary or cultured peripheral blood mononuclear cells (PBMCs) using the IsoQuick isolation kit (Microprobe, Garden Grove, CA). For the remaining samples v i d RNA was extracted from sera and reverse transcription-polymerase chain reaction (RT-PCR) was performed as described previously:' using 0. 5 .t
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1 min, followed by a final extension for 7 min. For the second round, 5 p l from the first amplification was subjected to the same cycling conditions. Both strands of each fragment were sequenced, using an Applied Biosystems sequencer (model 373A; Applied Biosystems/Perkin-Elmer, Foster City, CA) and a dideoxy terminator procedure, as specified by the manufacturer. Direct sequencing of the PCR products was performed and ambiguities observed at a limited number of positions in some sequences were resolved when joining the overlapping fragments.
The length of the sequenced fragment ranges from 330 to 351 bp owing to insertions and deletions. Phylogenetic trees were constructed from nucleotide sequences (final alignment, 301 bp, after exclusion of the gaps) by the neighbor-joining and maximum-parsimony methods, with the new sequences described here and group O sequences from the database together with reference strains from group M representing subtypes A to G. Consistent results were obtained by the two methods. The phylogenetic analysis showed that all our samples belonged to group O, but in contrast to group M viruses no subtypes could be identified (Fig. 1) . Within group O, the samples can be divided into those that branch with ANT-70, VAU, or MVP-5180, although these subgroups were not supported by high bootstrap values. The majority of the samples branch with the ANT-70 strain. The evolutionary distance matrix, calculated using DNAdist (Kimura two-parameter method) on the same strains, and by using the same matrix as for the phylogenetic analysis,
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shows that group O isolates can be as closely related to each other as are isolates within a group M subtype, and as distantly related as observed between group M subtypes. The mean distance among the group M strains was 14% (ranging from 1.7% to 23%), with an intrasubtype distance ranging from 3.7 to 7% and an intersubtype distance ranging from 10 to 19%. The mean distance among group O strains was also 14% and ranged from 1.2 to 24%.
formation on the gp41 immunodominant region among group O isolates is of major interest, especially in the design of future serologic assays.
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